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AOAC Use-Dilution Method

SPONSOR: KIK -Custom Products
S09 Magnolia Avenue
Auburndale, FL 33823

ATS Labs
1285 Corporate Center Drive, Sulte 110
Eagan, MN 55121

PURPOQSE

The purpose of this study is to delermine the effectiveness of the Sponsor‘s product as a. dlsmfectant for ‘hard
surfaces following the AOAC Use-Dilution Methad. This methdd Is in compliance with the requirements of the
following: The U. 8. Environmental Protection Agency (EPA).

‘.iTEST:'SUBS?ANCE CHARACTER!ZAT!ON
Te: 2 3 “eontent, stability, etc., (40 CFR, Part 180, Subpart F [160. 105]) is the
responsibility of the Sponsor. The test substance shall be characterized by the Sponsor prior {6 the experimental
start date of this study. Pertinent infarmation, which may, affect the autcoms of this study, shall be communicated
in writing to the Study Director upan sample submission to ATS Labs.

results may be given upon complelion of the srudy with aw
February 25, 2013. To expedite scheduling, please be surg:all
is complete/accurate upon arrival at ATS Labs,

-0r a portion of it, due to failure by ATS ‘Labs to adhere t0 specifiad procedures, it will
If a test must be repeated, or a pottion of it, due to fallure of internal confrols, it will
e; "Methods Development” fees shall be assessed, however, if the test substance
nadifications due to complexity and difficulty of testing.

!d

If the Sponsor requests a repeat test, they will be charged for an additional test.

Neither the name of ATS Labs nor any of its employees are to be used In adverlising or other promotion without
written consent from ATS Labs.

The Sponsor is responsible for any rejection of the final report by.the regulating agencies concerning report
format, pagination, etc. To prevent rejectlon Sponsor should carefully review the ATS Labs final report and notify
ATS Labs of any percelved deficiencies in these areas befare submisslon of the report to the regulatory agency.
ATS Labs will make reasonable changes deemednecessary by the Spcnsor, without altering the technical data.

HE EST SYSTEM

HJUSTIEICATION. FOR SELECTION

‘Reqgulatory Agencies' By sty claim {or a test substance intended for use on hard surfaces
s’upparta by ARProp iate emonstraling the effi icacy ‘of the test substance against the claimed

organism. This is acco’mphshed in the laboratory by treating the target organism with the fest substance under

conditions which simulate as closely as possible the actual.cahditions under which the test substance is deslgned
to be used. For products intended for use on hard surfaces (dry, inanimate environmental surfaces), a carrier
method is used in the generatlon of the supporting data. The expenmental design in this protocol mests these’
requirements.

= Proprietary Informalion =
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TEST PRINCIPLE

A fim of organism cells dried on a surface of stainless steel carriers is exposed to the test substance for a
specified exposure time. After exposure, the carriers are transferred to vessels contalning neutralizing subculture
media and assayed for survivors. Appropriate culture purity, sterility, viability, carrier population.and neutralization
confirmation contrals are performed. The current verslon of Standard Operatmg Procedure CGT-4400 reflects the
methods which shall be used in this study.

TEST METHOD

Growth Medium

Test Organism Deslignation #

i Commumty Acquired Methicillin i
Resistant Staphylococcus aureus-§  NRS 384 I Synthetic Broth

. CA-MRSA Genotype USA 300 § y +o .

The test organlsm to be used in this study was ebtamed from the NARSA Conlracts AL
Technolog}es. Inc., Herndon, VA 20171,

35-37°C:; aerobic

Subculture Medlum:, Neutralizing broth appropriate for the test subs'lanceu;:

Carriers
Carriers will be screened according to AOAC Officlal Method of Analysis and any cMarner po itiv
discarded. Onrly penicylinders showing no-growth:may be used. Stainless stealf pemcyl
overnight in 1N NaOH, washed in water untll neutral and autoclaved In delonfzed water: _Camers
within {hree months of sterilization,

Preparation of Test Organism
A loopful of stack slant culture or 10 pL of a thawed cryovial of stock organlsm broth culture will be Used to
-Inoculate the initial- 10 mL tube of growth:medium.

Mix and incubate the initial culture for 24+2 hours at 35-37°C. Following mcubatlon and without vortex mlxmg the
initial culture, transfer 10 pL of culture to sufficlent 10 mL tubes of culture medium (daily transfer #1):, Up to‘four
additional dan!y transfers may be prepared. Fhe final test culture will be prepared using culturé from dally transfer
# 1-5, Incubate the final test culture for 48-54 hours at 35-37°C.

The test culture will be vortex mixed for.3 to 4.seconds and allowed to stand for 210 minutes piior to usé: After
this time; the upper portion of the culture will be removed, leaving behind any. clurips or debris and will be pooled
in a sterile vessel. The culture may be diluted. Applicable culture dilutions shall’ be performed using sterile
growth medium and shall not exceed a 1:2 dilution (one part test culture to one part sterile growth medium). An
organic 5ol load will be added o the test culture per Sponsor's request. The final test culture will be mixed:
thoroughly prior to use.

Antimicrobial susceptibility testing will be performed utilizing a representative culture from the day of testing to
verify the antimicrobial resistance pattern stated.

Contamination of Carriers

The culture wilt be transferred to the pemcylmders and the carriers will be immersed for 15+2 minutes in a
prepared suspension at a ratio of one carrier per one mL of culture. A maximum of 100 carriers will be inoculated
per vessel and each vessel inoculated may be considered a part of one-total inoculation run per organism: The
inoculated carriers will be transferred lo sterile Pelri dishes matted with filter paper. No more than twelve carriers
will be placed in each Petri dish. The carriers will be dried for 402 minutes at 35-37°C.
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‘test subslance(s) shaﬂ
=difution will be ahquott

Exposure Conditions

Each contaminated and drled carrier will be placed Into a separate tube containing 10 mL of the test substance at
its use-dilution for the desired exposure time and temperature. Immediately after placmg each test carrier in the
test tube, swirl the tube using approximately 2-3 gentle rotations to release any air bubbles’ trapped in or-on the

carrier.

disinfectant and fransferred into the subehityre
upper third of the tube. {f secondary neutmlrzauon is.re
substance active andlor concentration, carriers. will be
contalning 10-20 mL of neutralizing broth beginning appr
into the primary neutralizing subculture medium.

Incubation and Observation
All subculture vessels and control plates are incubatéd for 4842 hours at 35-37°C.

Following incubation, the subcultures will be visually examined for growth. If necessary, the subcultures may be
placed al 2-8°C for up to three days prior to examination.

Representative subcuilure tubes showing growth will.be subcultured, stained and/or blochemncally assayed to
confirm or rule out the presence of the test organism.

STUDY CONTROLS

Purity Control
A "streak plate for isolation” will be performed on the organism culture and following incubation examined in order
1o confirm the presence of a pure culture. The acceptance criterion for this study control is a pure culture

demonstrating colony morphology typical of the test organism.

Organic.Soil Sterility Control
The serum used for soi load will be cullured, incubated, and visually examined far fack of growth. The acceptance

criterion far this_ study control is lack of growlh.

Carrier Sterility Contro!
A representative uninoculated carrier will be added to the neutralizing subcuiture medium. The subculture medium

containing the carrer will be Incubated and examined for growth.. The acceptance criterlon for this study. contrel is
lack of growth.

ciilture Medium Sterility Control
fsle of uninoculated neutrahzmg subculture medium will be incubated and visually examined. The

fi;q this study control is lack of growth.

aceeplance crile
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Viability Control

& Contaifiing the subculture medium. If
i u!ture medium and one carrier will
be placed in the secondary subculture medium. The vessél
examined for growth. The acceptance criterion for this s{
minimally..

Neutrallzatlon Conflrmation Control

shonest exposure fime needs to be; evaluated in this contral,

The acceptance criterion for this study control is growth In the final subculiure broth, minlma]ty, following inoculation
with 100 CFU. i

.Carrier Population Control

¢ testing) for each organism
to:a tube containing 10 mL of
;sonlcati,én, the f:ontents of

y.fo T 14
resulting colonies will be enumerated and the' CFU per carrier calculated The mdlwdual CFU per carner set
results will be calculated, and the Logs value of each carrier set determined. The average Logyp value per
organism wili be calculated. The acceptance criterion for this study control is a minimum average Logs, value of

~eiatlve to efficacy testing studies. Efficacy testing
’ constructed to cover ali aspects of the work

agents including test organism strains for
s These procedures are designed to document
o:medium;: batch number, etc: are documented in

Additionally, each efficacy test.is assigned a unique Project Number when the protocol for the study.is initiated by
the Study Director. This number Is used for identification of the test subcultures, etc. during the course of the
test. Test subcultures are also iabeled with reference to the test organism, experimental start date, and test
product. Microscopic andfor macrescopic evaluations: of positive” subcultures are performeéd in order-to confirm
the identity of the test organism. These measures are désigned to document the identity of the test system.

METHOD FOR CONTROL OF BIAS: NA

- Fropris!ary Inlolmallan T,

Tem,)l(de 2 1 0- 1 I A
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:STUDY ACGEPTANCE CRITERIA

Test Substance Performance Criteria
The U.S. EPA efficacy performance requirements for (abel claims state that the test substance must kill the
microorganism on 10 out of the 10 inoculated carriers.

Control Acceptance Criteria
The study controls must perform according 1o the criteria detailed in the study controls description section. If any
control acceptance criteria are not met, the test may be repeated under the current protocol number.

REPORT

The report will include, but not bs limited to, identiification of the sample, date: recewed initiation and completion
dates, identification of the organism strains used, description of media and reagents, description of the methods
employed, 1abulated results and conclusion as it relates to the purpose of the test, and all other items required by
40 CFR Part 160.185.

PROTOCOL CHANGES .
If it becomes necessary to make changes In the approved protocol, the revision and reasons for changes will be
documented, reported ta the Sponsor and will become a part of the permanent file for that siudy. Simifarly, the
Sponsor will be notified as soon as possible whenever an event occurs that may have an effect on the' valldity of
the study.

Standard operating procedures used in this study will be the correct effectwe rewsren at. the tlms of the work Any

Study Director.
TEST.SUBSTANCE RETENTION, ‘

it is the responsibility of the Sponsor to retain a sample of the'test substance. All unused test substance will
be discarded following study completion unless otherwise indicated by Sponsot.

RECORD RETENTION
Study Specific Documents

All-of the original raw data developed exclusively for this study shall be archived at ATS Labs. These original data
include, but are not limited to, the following:
1. Al handwritten raw data for control and test substances including, but not limited to notebooks, data
forms and calculations.
Any protocol amendments/deviation notifications.
All measured data used in formulating the final report.
Memaoranda, specifications, and other study specific correspondence relating to interpretalion, and
evaluation of data, other than those documents contained in the final study report.
5. Original signed protocol.
6. Certified copy of final study report.
7. Study-specific SOP deviations made during the study

Rl o

Facllity Specific Documents’

The following records shall also be archived at ATS Labs. These documents include, but are not limited to, the
following:
1. SOPs which pertain to the study canducted.
2. Non study-specific SOP devistions made during the course of this study which may affect the results
obtained during this study.
3. Methods which were used or referenced in the study conducted.
4. QA reports for each QA inspection with comments.
5. Facility Records: Temperature Logs {ambient, incubator, etc.), Instrument Logs, Calibration and
Maintenance Records.
6. Current curriculum vilae, training records, and job descriptions for all parsonnel involved In the study.
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DATA ANALYSIS

Calculations

Determine the CFU/Carrier set in the Carrier Population Control using all average counts between 0-300 CFU as
follows:

CFU/carrier =J{av :

where 107, 107, and 107 are example dilutions that may be used

Average Log,, Carrier Population Control = LoqXs.+ Log,

Where: X equals CFU/carrier set
N equals number of control carrier sets

Statistical Analysls

None used.

~ Proprigtary Information —
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STUDY INFORMATION
(All sections must be completed prior to submitting protocol)

Specify 260 day old batch: N/A A PR e‘“]' Ne . A0 - 13
Expiration Date;... A’nfr. } ;‘3;0 13- . ce gov 2o
Product Description: '

O Quatemary ammonia O Peracetic acid

0 lodophor - 0 Peroxide

1 Sedium hypochlorite A g

Test Substance Active'Concentration (upon submission to ATS ]

Neutralization/Subculture Broth:

k s - 'es ATS Labs, at
their discretion, to peﬁorm neutrahz 1 confirmation’ dssays at the
Sponsor's expense prior to testing to determine the most appropriate
neutralizer. (See Fee.Schedule).
Storage Conditions:

® Room Temperature

Q2.8°C

a.Giker

Hazards:
[} None known: Use Standard Precautions
X Material Safety Data Sheet, Attached for each product
0 As Follows:,

Product Preparation ¥F SEE Preto Cov
O No dilution required, Use as received (RTU) Mooisicats
M *Dilution(s) to be tested:
3/4.cup per pallon__defined as 3/‘.{~ Cuf * \ G ALLONS
(example: 1 6z/galion) # ¥(amount of test substance) ~ {amount of diluent)

O Deionized Waler (Filter or Autoclave Sterilized)

M Tap Water (Filter or Autoclave Stenhzed)

O AOAC Synthetic Hard Water: oo PPM

a Other: _
*‘Note: An equivalent dilution may be made unless otherw:se requested by the Sponsor.

Test Organism:
¥ Community. Acquired Methicillin Resistant Staphylocaccus aureus ~ CA-MRSA Genotype USA 300 (NARSA NRS 384)

Carrier Number; ____ 10 per batch

Exposure Time: 3 _Minutes Exposure Temperature:. 201 1

Organic Soil Load:
Q Minimum 5% Organic Soil Load {Fetal Bovine Serum)
M Na Organic Soil Load Requ:red
Qo _ .

Informailon e
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JEST SUBSTANCE SHIPMENT STATUS..

01 Has been used in one or more previous studies at ATS Labs .
O Has been shipp shipped to ATS Labs (but has not been used in a previous study):

Date shipped to'ATS | b;- ... Sentvia overnight delivery? O Yes 0 No
& Will be shipped to ATS Labs, N :

Date of expected receipt at ATS Labs: FEﬁ 3 1»9\' 3

0 Sender (if other than Sponsor);... .. .

~COMPLIANCE..
Study to be performed under EPA Good Laboratory Practlice regulations (40 CFR Part 160) and in accordance to
standard operating procedures.

Yes
Q No (Non-GLP Study)

PROT OL NLOD[FICATIONS

PROTOCOL ATTACHMENTS' .
. Supplemental Information‘Form Attached - O Yes & No
APPBOVAL SIGNATURES,
SPONSOR:
NAME: Mr. Jusin Lowa . TITLE:_._Regional @A Manager _____

SIGNATURE::

PHONE:__ (863) 551 - 3006 FAX: . EMAIL:__jfowe@kikcorp.com ..

For confidentiality purposes, study information will be raleased only to-the sponsor/represeniative sigriing the
protocol (above) unless other individuals are speclf' fically authorized in writing to receive study. information.
Other individuals authorized to receive information regar'dlng this study: 1 See Attached’

Cristwr Geprnd s Chrierin 8 DEna-AC.CoM. .

ATS Labs:

NAME: o

SIGNATURE,. S

DATE__ 2-]-1>
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